Subnucleosome structures as substrates in enzyme-linked immunosorbent assays.
Histone preparations preserving the tertiary and quaternary structure of histone-histone complexes and histone-DNA complexes, as well as individual histones, were isolated or reconstituted. Various parameters were tested in order to determine the suitability of these complexes for use as substrates in enzyme-linked immunosorbent assays. The protein concentration required to saturate the solid phase was determined, and the amount of bound protein was quantified by the micro-bicinchoninic acid protein assay. In addition, the relative DNA content of solid phase antigen was measured by the binding of monoclonal anti-native DNA antibodies. Prototype sera representing different disease groups produced reproducible and unique patterns of reactivity on the panel of antigens, demonstrating the lack of substantial assay bias. Two substrates, the H2A-H2B dimer and the H2A-H2B-DNA complex, both appear to be oriented in a random manner on the solid phase, leaving a number of different epitopes exposed to the solution. This novel set of histone antigens can now be used to define the specificity of anti-histone antibodies in relation to the quaternary structure of chromatin.